In this study we gained insights into the effects of the supplementation with Lactobacillus acidophilus D2/CSL (CECT 4529) in the chicken drinking water on crop and caeca microbiomes. The probiotic was supplemented at the concentrations of 0.2 g Lactobacillus acidophilus/day/bird and 0.02 g Lactobacillus acidophilus/day/bird and its effect on the crop and caeca microbiomes was assessed at 14 and 35 days of rearing. The results showed that mean relative abundance of Lactobacillus acidophilus in the caeca did not show significative differences in the treated and control birds, although Lactobacillus acidophilus as well as Faecalibacterium prausnitzii, Lactobacillus crispatus and Lactobacillus reuteri significantly increased over time. Moreover, the treatment with the high dose of probiotic significantly increased the abundance of Clostridium asparagiforme, Clostridium hathewayi and Clostridium saccharolyticum producing butyrate and other organic acids supporting the chicken health. Finally, at 35 days, the Cell division protein FtsH (EC 3.4.24.-) and the Site-specific recombinase genes were significantly increased in the caeca of birds treated with the high dose of probiotic in comparison to the control group. The results of this study showed that Lactobacillus acidophilus D2/CSL (CECT 4529) supplementation in the drinking water at the concentrations of 0.2 and 0.02 g Lactobacillus acidophilus/day/bird improved beneficial microbes and functional genes in broiler crops and caeca. Nevertheless, the main site of action of the probiotic is the crop, at least in the early stage of the chicken life. Indeed, at 14 days Lactobacillus acidophilus was significantly higher in the crops of chickens treated with the high dose of LA in comparison to the control (14.094 vs 1.741%, p = 0.036).
Introduction
Probiotics are classified as live non-pathogenic microorganisms that are capable of maintaining a normal gastrointestinal microbiota [1, 2] . They can contain one or many strains of microbial species, with the more common ones belonging to the genera Lactobacillus, a1111111111 a1111111111 a1111111111 a1111111111 a1111111111
Bifidobacterium, Enterococcus, Bacillus and Pediococcus [3] . The primary function of the gastrointestinal tract is to digest and absorb nutrients and a well-balanced microbiota is crucial for optimal animal health and performance [4] .
Presently there is a great deal of interest in the possibility of altering the intestinal microbiota in a beneficial and "natural" way to improve animal health thus preventing the need to use antibiotics. Indeed, the increasing incidence of antibiotic resistance is considered to be one of the greatest threats to public health globally. Feeding broilers with probiotic Lactobacilli is potentially a useful approach to address this concern. Lactobacilli become established in the gastro-intestinal (GI) tract of chicks soon after hatching and their metabolic activity lowers the pH of the digesta, which in turn inhibits the proliferation of enterobacteria and other unwanted bacteria [5, 6] .
Ideally, researchers select the promising probiotic strains from the indigenous intestinal microbiota by supposing that these microorganisms have a symbiotic relationship with the host, so they could colonize the GI tract. Modes of action of probiotic Lactobacilli include competitive exclusion toward harmful bacteria, alteration of microbial and host metabolism, and immunity modulation [1, [7] [8] [9] [10] [11] . The bacterial strain, the dosage (i.e., colony forming unit (cfu)/bird/day), the duration of the treatment and the delivery strategy are among the critical factors influencing the probiotics efficacy. There are many different methods for administering probiotic preparations to broiler chickens. They are mainly represented by supplementation to the feed or water, through gavage (including droplet or inoculations), spraying or via application to the litter. However, adding the probiotic to the feed is the most commonly used method in poultry production [12] . In contrast, it is known that introducing probiotics through drinking water, into the crop by tube and syringe, with crumbles, or by spraying on the bird environment and litter had no effect on their survival rate [13] [14] [15] .
In a previous study [16] we evaluated the effects of supplementing Lactobacillus acidophilus D2/CSL (CECT 4529) (LA) in broiler chicken feed on production performance, foot pad dermatitis and caecum microbiome. The results showed that supplementation with Lactobacillus acidophilus D2/CSL (CECT 4529) at the recommended dietary dosage of 1x10 9 cfu/kg of feed significantly improved body weight at 28 days (commercial weight of 1.5 kg) and feed conversion rate from 0 to 41 days, while reducing the incidence of pasty vent. Faecalibacterium prausnitzii and Subdonigranulum variabile, which are Clostridium cluster IV microorganisms producing primarily butyrate, were not significantly different between treated and control groups and the relative abundance of Lactobacillus acidophilus in the caeca of treated chickens was comparable with that of the control group, although a positive effect of supplementing Lactobacillus acidophilus was observed in regards to functional genes as β-glucosidase and improving animal production performance and health.
In the present study we explored the effect of supplementing two concentrations of probiotic LA in the drinking water on the chicken crop and caeca microbiome sampled at day 1, 14 and 35.
Materials and methods

Animals and treatments
The experiment was approved by the Ethical Committee of the University of Bologna on 17/3/ 2014 (ID: 10/79/2014). A total of 120 day-old male Ross 308 chicks, obtained from the same breeder flock and hatching session, were used. Birds were vaccinated against infectious bronchitis virus, Marek's disease virus, Newcastle and Gumboro diseases and coccidiosis at the hatchery. At the housing time, chicks were divided into three separate rooms, labelled as A, B and C, containing two pens each (20 birds/pen). The pens were equipped with pan feeders to assure at least 2 cm/bird of front space and an independent drinking system with 1 nipple/5 birds. Feed and not chlorinated water were provided ad libitum. The basal diet composition is given in Table 1 . The experiment lasted 35 days. Photoperiod and temperature programs were set up according to the European welfare regulation 43/2007 [17] . The chicks housed in room A drank approximately 0.2 g of probiotic each once a day. This concentration of LA was defined as high (HD) and corresponded to 10 10 colony forming unit (CFU) of LA/bird/day. The chicks housed in room B drank approximately 0.02 g of probiotic once a day. This concentration of LA was defined as low (LD) and corresponded to 10 9 CFU of LA/bird/day. Finally, the chicks housed in room C drank water without supplementation of probiotic. To be able to provide LA to chickens in the drinking troughs, the latter were taken out for 1.5 hours every morning and supplemented again with or without the LA in drinking water. When the water with or without the probiotic was supplemented after the 1.5 hour suspension period all the birds drank from the drinking trough and we assumed that they ingested the targeted dose of 
Sample collection for metagenomics
To characterize the impact of the supplementation of LA at the difference concentrations in drinking water on the crop and caecum microbiome, representing both the microbial populations and the genes related to their metabolic functions, 5 animals were randomly selected and humanely euthanized at the arrival, before the LA application (day 1); 18 chickens (6/room and 3/pen) were randomly selected and humanely euthanized at day 14; 30 chickens (10/room and 5/pen) at the end of the rearing cycle at day 35. The entire gastrointestinal (GI) tract of each bird was dissected out and a small sample (i.e., 0.5 to 2 g) of crop as well as cecum content was collected into 2 ml sterile plastic tubes, flash freezed in liquid nitrogen and then stored at -80˚C until further testing.
DNA extraction and sequencing
The DNA was extracted from each sample of caecum and crop content as previously described [16] . Total DNA from each sample was fragmented and tagged with sequencing adapters using the Nextera XT DNA Library Preparation Kit (Illumina, San Diego, CA) and 82 extracted DNA samples resulted in libraries of the appropriate size and concentration to be sequenced. Shotgun metagenomic sequencing was performed using the HiScanSQ sequencer (Illumina) at 100 bp in paired-end mode.
Bioinformatic and statistical analysis
Following sequencing, all reads were assessed for quality parameters and the paired end merged. The MG-RAST pipeline [19] (metagenomics.anl.gov) was used to identify the relative abundances of bacterial taxa performing a BLAST similarity search for the longest cluster representative against the M5rna database, integrating SILVA [20] , Greengenes [21] and RDP [22] . Moreover, the sequenced reads were assigned to functional groups using the Kyoto Encyclopedia of Genes and Genome (KEGG) database (www.genome.jp/kegg/) [23] and their percentage of abundance was calculated. Statistical analysis was performed separately for the crop and caeca samples on both taxonomic and functional genes.
The effect of treatment and time over the abundance of taxonomic or functional genes was evaluated using the package phyloseq 1.26.0 in R 3.5.1. In particular, DESeq was used to compute a Negative Binomial Generalized Linear Model and to test for significance of coefficients. The model was applied for the time interval between 14 and 35 days considering as covariates the treatment, the sampling time as well as their interaction meaning whether treatment effects were affected by time. The p-values, assessing the statistical significance of the variables, were adjusted for multiple testing using the Benjamini-Hochberg procedure. For each intestinal tract, DESeq was also used to perform a Likelihood Ratio Test at 14 days and 35 days to evaluate the effect of treatment on both the taxonomic and functional genes abundances. Moreover, pairwise comparisons between the three treatments (control, low dose and high dose of probiotic) were performed using the Wald test. Also in these cases, p-values were adjusted for multiple testing using the Benjamini-Hochberg procedure.
Alpha diversity was computed using an in-house pipeline that computes the indices from the normalized read counts. Alpha diversities of different groups were compared using the Student's t-test. P-values were adjusted for multiple testing using the Benjamini-Hochberg procedure. In all statistical analysis, p values < 0.05 were considered statistically significant. Finally, Bray-Curtis beta diversity and Principal Coordinate analysis were computed using the scikitbio 0.4.2 library in python 3.6.3.
Results
Metagenomic results
Metagenomic sequencing yielded an average of 5.706 million mapped reads/sample, with a Phread quality score always higher than 30. The 82 metagenomes sequenced are available from MG RAST (http://metagenomics.anl.gov/linkin.cgi?project=13081). The metagenome IDs are described in S1 Table.
Taxonomic composition of caeca and crop microbiome
Phyla identified in the caeca and crop microbiome. At 14 and 35 days, the most abundant phyla did not show any significant differences in the caeca of birds belonging to the three test groups (i.e., high dose, low dose and control) (S2 Table) . The only exception was the Actinobacteria at 35 days which showed a mean relative abundance (MRA) significantly lower in the low dose group compared to the control group (3.046 vs 4.189%, p = 0.017). The same result was observed in the caeca of birds belonging to the high dose group in comparison to the control (3.012 vs 4.189%, p = 0.005). In contrast, the MRA of Actinobacteria in the caeca of birds fed with the low and high dose of probiotic were not significantly different (S2 Table) . The covariate results including treatment, sampling time and their interaction showed significant time (p = 0.003) and time by treatment (p = 0.021) interaction for the MRA of Actinobacteria found in the caeca of the tested groups, which significantly increased between 14 and 35 days. In comparison, the MRA of Bacteroidetes significantly decreased between 14 and 35 days due to both time (p = 0.008) and time and treatment interactions (p<0.000). In the crops of chickens fed the low dose probiotic, the MRA of Firmicutes at 14 days was significantly lower in comparison to the control group (77.768 vs 91.923%, p = 0.020) but this difference was not detected at 35 days (S2 Table) . At this sampling time, Actinobacteria were significantly higher in the caeca of birds treated with the high dose of probiotic in comparison to the low dose group (7.156 vs 0.653%, p = 0.048), whereas Proteobacteria were significantly higher in the crops of birds receiving the low dose in comparison to the high dose treatment (13.945 vs 1.964%, p = 0.048). Between 14 and 35 days both Actinobacteria and the Firmicutes populations significantly increased in the crops of all tested treatments as influenced by time (p<0.000 and p = 0.044, respectively).
Classes identified in the caeca and crop microbiome. Clostridia, Bacilli, Bacteroidia, Erysipelotrichi, Actinobacteria, Gammaproteobacteria and Negativicutes were the most abundant bacterial classes identified in the caeca and crops (S3 Table) . The class Actinobacteria at 35 days showed a MRA in the caeca significantly lower in the low dose group in comparison to the control group (3.059 vs 4.206%, p = 0.032). The same result was observed in the caeca of birds belonging to the high dose group in comparison to the control (3.025 vs 4.206%, p = 0.009). In the crops the same class at 35 days was significantly higher in the high dose group in comparison to the low dose group (7.154 vs 0.653%, p = 0.039). The covariate results showed that Actinobacteria and Bacilli significantly increased as effect of time in the tested groups, both in the caeca (p = 0.005 and p<0.000) and in the crops (p<0.000 and p = 0.050), whereas both Bacteroidia and Negativicutes significantly decreased in the caeca (p = 0.023 and 0.003) and only Negativicutes in the crops (p = 0.001).
Orders identified in the caeca and crop microbiome. Clostridiales, Bacteroidales, Lactobacillales, Bacillales, Erysipelotrichales, Selenomonadales, Enterobacteriales, Actinomycetales, Coriobacteriales and Xanthomonadales were the most abundant orders identified in the caeca and crops of the tested chickens (S4 Table) . At 35 days Coriobacteriales had a MRA in the caeca significantly lower in both the low and high dose groups compared to the control group (1.449 vs 2.087%, p = 0.002) (1.450 vs 2.087%, p<0.000). Moreover, at 35 days Actinomycetales were significantly higher in the crops of the high dose group compared to the low dose group (6.980 vs 0.508%, p = 0.026). The covariate results showed that Lactobacillales significantly increased by time (p = 0.001 and 0.036) in both the caeca and crops of tested animals. Conversely, Selenomonadales significantly increased in the caeca (p = 0.001) whereas in the crops they significantly decreased (p<0.000). In the caeca Coriobacteriales significantly increased (p = 0.003) whereas Bacteroidales significantly decreased (p = 0.009). Finally, in the crops, Actinomycetales significantly increased (p<0.000), whereas Bacillales and Xanthomonadales significantly decreased (p = 0.003 and p<0.000).
Families identified in the caeca and crop microbiome. Lachnospiraceae, Eubacteriaceae, Bacteroidaceae, Erysipelotrichaceae, Clostridiaceae, Ruminococcaceae, Bacillaceae, Lactobacillaceae, Streptococcaceae, Enterobacteriaceae, Enterococcaceae, Veillonellaceae and Xanthomonadaceae were the 13 most abundant families identified in the caeca and crops of the tested birds. Moreover, Coriobacteriaceae, Peptococcaceae and Thermoanaerobacteraceae were detected in the caeca, whereas Staphylococcaceae and Corynebacteriaceae in the crops (S5 Table) . At 35 days both Coriobacteriaceae and Lactobacillaceae showed a MRA in the caeca significantly lower in the low and high dose groups in comparison to the control groups (LD: 1.507 vs 2.180%, p = 0.001; 2.503 vs 6.138%, p = 0.048) (HD; 1.509 vs 2.180%, p = 0.001; 1.831 vs 6.138%, p = 0.002). In the crops, at 14 days Lactobacillaceae were significantly lower in the birds belonging to the low dose group in comparison to the control (56.940 vs 81.024%, p = 0.042). Conversely, Staphylococcaceae were significantly higher in the low dose group in comparison to the control (0.194 vs 0.182%, p = 0.045). At 14 days Enterococcaceae and Streptococcaceae were significantly lower in the birds belonging to the low dose group in comparison to both the control (0.663 vs 1.313, p = 0.003; 2.166 vs 4.707%, p = 0.037) and the high dose group (0.663 vs 1.173%, p = 0.041; 2.166 vs 8.097%, p = 0.029). Later on, at 35 days both Corynebacteriaceae and Staphylococcaceae were significantly higher in the crops of birds belonging to the high dose group (i.e., 3.653 and 3.118). The covariate analysis showed that Bacteroidaceae significantly decreased in the caeca of the tested groups between 14 and 35 days (p = 0.008), whereas Coriobacteriaceae, Lactobacillaceae, Peptococcaceae and Thermoanaerobacteraceae significantly increased over time (p = 0.005, <0.000, 0.035, 0.039). Beside time, the abundance of Lactobacillaceae was significantly affected by the interaction between time and treatment (p = 0.043). In the crops Lactobacillaceae and Staphylococcaceae significantly increased between 14 and 35 days (p = 0.029, p<0.000), whereas Veillonellaceae and Xanthomonadaceae significantly decreased (p<0.001 and p<0.001). Moreover, within the low dose group Enterococcaceae significantly decreased due to treatment (p = 0.045).
Genera identified in the caeca and crop microbiome. Faecalibacterium, Ruminococcus, Eubacterium, Bacteroides, Clostridium, Subdoligranulum, Blautia, Lactobacillus, Bacillus, Streptococcus, Enterococcus, Escherichia and Shigella were the 13 most abundant genera identified in both caeca and crops of the tested animals (Table 1) . Moreover, the genera Roseburia, Butyrivibrio, Ethanoligenens, Holdemania, Anaerotruncus, Desulfitobacterium, Dorea, Coprococcus and Eggerthella were identified only in the caeca, while Staphylococcus, Corynebacterium, Xanthomonas and Klebsiella only in the crops (Table 2) .
At 35 days, Eggerthella was significantly lower in the caeca of birds treated with the low dose of probiotic in comparison to the control group (0.468 vs 1.072%, p<0.001). The same trend was observed in the caeca of the birds treated with the high dose of probiotic in comparison to the control (0.450 vs 1.072%, p<0.001). Moreover, at the same sampling time (35 days), Lactobacillus was significantly lower in the caeca of the high dose group in comparison to the control (1.813 vs 6.129%, p = 0.005). At 14 days, Enterococcus and Streptococcus were significantly lower in the crops of chickens fed with the low dose of probiotic in comparison to the control (0.641 vs 1.298%, p = 0.006; 1.987 vs 4.404%, p = 0.048). In contrast, Faecalibacterium at 14 days was significantly higher in the crops of birds belonging to the low dose group in comparison to the control (0.887 vs 0.126, p = 0.022). Faecalibacterium increased also in the high dose group in comparison to the control but that increase was not significantly different. At 35 days, Corynebacterium and Staphylococcus were significantly higher in the crops of chickens fed the high dose of probiotic in comparison to the low dose group (3.648 vs 0.207%, p = 0.043; 3.001 vs 0.276%, p = 0.0137). Moreover, Klebsiella was significantly lower in the crops of birds fed with the high dose of probiotic in comparison to the control (0.033 vs 1.161%, p = 0.011). The covariate results showed that Bacteroides significantly decreased in the caeca of birds between 14 and 35 days across all treatments (p = 0.013), while Eggerthella, Faecalibacterium and Lactobacillus significantly increased (p<0.000, p<0.000, and p<0.000). Nevertheless, the abundance of Eggerthella was also significantly affected by the interaction between time and treatment (p = 0.041). In the crops, Lactobacillus and Staphylococcus increased over time (p = 0.007 and p<0.000) while Xanthomonas significantly decreased (p = 0.001). Species identified in the caeca and crop microbiome. The species identified in both the caeca and crops of the tested groups across sampling times were Bacteroides capillosus, Clostridium saccharolyticum, Escherichia coli, Eubacterium rectale, Faecalibacterium prausnitzii, Lactobacillus acidophilus, Lactobacillus crispatus, Lactobacillus gasseri, Lactobacillus johnsonii, Lactobacillus reuteri, Ruminococcus torques and Subdoligranum variabile (Table 3 ). Moreover, specific species were associated with each of the intestinal tracts.
At 35 days, Blautia hydrogenotrophica and Lactobacillus crispatus were significantly lower in the caeca of the birds fed the high dose group in comparison to the control (0.959 vs 1.274%, p = 0.035; 0.282 vs 1.661%, p = 0.007). The same trend was observed for Eggerthella lenta in both the high dose and low dose groups in comparison to the controls (0.421 vs 1.005%, p<0.000; 0.439 vs 1.005%, p<0.000). On the contrary, at 35 days Clostridium asparagiforme, Clostridium hathewayi and Clostridium saccharolyticum were significantly higher in the caeca of chickens belonging to the high dose group in comparison to the control (1.347 vs 1.056%, p = 0.038; 1.136 vs 0.882%, p = 0.044; 3.171 vs 2.465%, p = 0.044).
At 14 days, Lactobacillus acidophilus was significantly higher in the crops of chickens fed with the high dose probiotic in comparison to the control group (14.094 vs 1.741%, p = 0.036). Moreover, the same species was significantly higher in the high dose group in comparison to the low dose group (14.094 vs 1.913%, p<0.000). Other Lactobacillus species exhibited an opposite effect. Indeed, Lactobacillus plantarum and Lactobacillus salivarius were significantly lower at 14 days in the crop of birds fed with low dose of probiotic in comparison to the control (0.575 vs 1.626%, p = 0.019; 6.862 vs 20.247%, p = 0.027). Finally, Lactobacillus ruminis was significantly lower in the crop of both low dose and high dose groups at 14 days in comparison to the control (0.05 vs 1.233%, p<0.000; 0.085 vs 1.233%, p = 0.0.36).
At 35 days, Klebsiella pneumoniae was significantly lower in the crops of birds fed the low dose of probiotic in comparison to the control (0.183 vs 1.107%, p = 0.006). Lactobacillus ruminis displayed the same trend at 35 days in both the low dose (0.021 vs 1.048%, p = 0.001) and high dose groups (0.030 vs 1.048%, p<0.000). Finally, at 35 days Staphylococcus saprophyticus was significantly higher in the crops of chickens fed the high dose of probiotic in comparison to those fed the low dose treatment (1.198 vs 0.085%, p = 0.011).
The covariate analysis showed that Anaerotruncus colihominis, Bacteroides capillosus, Clostridiales bacterium 1_7_47FAA, Clostridium bolteae, Clostridium hathewayi, Clostridium leptum, Clostridium proteoclasticum, Clostridium saccharolyticum, Desulfitobacterium hafniense and Ruminococcaceae bacterium D16 significantly decreased in the caeca between 14 and 35 days whereas Clostridium thermocellum, Eggerthella lenta, Ethanoligenens harbinense, Faecalibacterium prausnitzii, Lactobacillus acidophilus, Lactobacillus crispatus and Lactobacillus Table 3 
. Species identified in the caeca and crops with a MRA (%) > 1 in at least one treatment (i.e., day 1, high dose (HD) 14 and 35 days, low dose (LD) 14 and 35 days, control (C) 14 and 35 days).
Mean relative abundance (%) (standard error)
Alpha and beta diversity associated to the genera identified in the caeca and crop microbiome
The alpha diversity values for the genera identified in the caeca and crops of broilers tested in the groups at each sampling time (i.e., 14 and 35 days) were calculated by the Simpson, Shannon and Pielou indexes (S6 Table) . The results clearly showed that at the genus level the three indexes of biodiversity calculated for the bacteria colonising the caeca and crops were comparable. The only exception was for the Simpson indexes calculated for the caeca samples which were significantly higher in comparison to the control (p = 0.039) (S7 Table) . In relation to the beta diversity, the genera identified in the caeca at day 1, as well as in the high dose group at both 14 and 35 days and in the control group at 14 days clustered separately (Fig 1A) , while the genera identified in the low dose group at 14 and 35 days as well as in the control group at 35 days were widely distributed ( Fig 1A) . In the crops, the genera clustered mainly according to the sampling time. Therefore, the genera identified at day 1 and 14 in all tested groups clustered together separately from the genera identified at 35 days in whatever group (Fig 1B) . -) gene significantly increased in the caeca of birds treated with the high dose of probiotic in comparison to the control group (0.475 vs 0.428%, p = 0.016). Moreover, the Site-specific recombinase gene significantly increased in both the low dose and high dose groups in comparison to the control (0.712 vs 0.518%, p = 0.007; 0.681 vs 0.518%, p = 0.017). In contrast, the Copper-translocating P-type ATPase (EC 3.6.3.4) gene significantly decreased at 35 days in the caeca of birds treated with the high dose of probiotic in comparison to the control (0.407 vs 0.469%, p = 0.044). The covariate analysis showed that in the caeca the DNA polymerase III alpha subunit (EC 2.7.7.7) gene significantly increased between 14 and 35 days (p = 0.005), whereas DNA topoisomerase III (EC 5.99.1.2) significantly decreased. Within the crop, the decarboxylase gene significantly decreased over time (p = 0.005) whereas DNA polymerase III alpha subunit (EC 2.7.7.7) and Oligopeptide ABC transporter, periplasmic oligopeptide-binding protein OppA (TC 3.A.1.5.1) significantly increased (p = 0.024 and p = 0.032).
Functional gene composition of caeca and crop microbiome
Discussion
In this research we deeply explored the effects of supplementing LA in broiler drinking water on the caeca and crop microbiome in terms of taxonomic and functional gene composition without considering the impact of the treatment on animal performance parameters. However, besides the probiotic administration strategy and the animal numerousness, the birds investigated in this study were reared as described in a previous study where we assessed the effects of the supplementation of the same probiotic in the chicken feed on productive performances and foot pad dermatitis.
The results showed that the MRA of Lactobacillus acidophilus in the caeca did not show significative differences between the treated and control birds, although Lactobacillus acidophilus as well as other microorganisms promoting the chicken's health, including Faecalibacterium prausnitzii, Lactobacillus crispatus and Lactobacillus reuteri, significantly increased over time. Conversely, the administration of the high dose probiotic significantly affected the abundance of Lactobacillus acidophilus in the chicken crops, at least in the first rearing period, demonstrating that the crop is the main site where the effects of the probiotic initially take place. Indeed, at 14 days Lactobacillus acidophilus was significantly higher in the crops of chickens treated with the high dose of LA in comparison to the control (14.094 vs 1.741%, p = 0.036). At 35 days this difference disappeared but there was an overall increase of other Lactobacillus species, including Lactobacillus amylolyticus, Lactobacillus amylovorus, Lactobacillus crispatus, Lactobacillus fermentum, Lactobacillus helveticus and Lactobacillus reuteri which might in some way compete with Lactobacillus acidophilus thus affecting its abundance. A further explanation might be found in the covariate analysis results (treatment, sampling time and their interactions) since the increase of the microbial diversity over time may decrease the ability to detect treatment effects on the abundance of Lactobacillus acidophilus as well as other species. Therefore, the treatment effect may only be detectable within each separate sampling time.
In the crop, the effect of the different concentrations of probiotic showed up and the better results were obtained with the low dose probiotic treatment which significantly increased the abundance of the genus Faecalibacterium compared to the control while no difference was observed between the high dose and the control group. Faecalibacterium is one of the most abundant butyrate producers in the hindgut of both humans and other monogastric animals [24, 25] . It plays a key role in maintaining gut health as the major source of energy to the colonic mucosa and is an important regulator of gene expression, inflammation, differentiation, and apoptosis in host cells [26] [27] [28] . One hypothesis to the better effect of the LA supplemented in the low dose in comparison to the high dose on the improvement of the beneficial microbes in the broiler gastrointestinal tract might be the hormesis, a dose-response phenomenon in which opposite effects are observed at low, compared to high doses for the same measured parameter [25] . However, this phenomenon has been never described for lactic acid bacteria.
Within the caeca, a positive high dose treatment effect was the significant increase in the abundance of Clostridium asparagiforme, Clostridium hathewayi and Clostridium saccharolyticum in comparison to the control group at 35 days. Clostridium saccharolyticum can utilize carbohydrates or polysaccharides as carbon sources and produce acetate, propionate and butyrate as fermented products [29] . Moreover, Clostridium hathewayi produce acetate and Clostridium asparagiforme lactate [30] .
At 35 day, the decrease of Actinobacteria in the caeca of chickens belonging to the low and high dose groups in comparison to the control group corresponded to the decrease of the genus Corynebacterium and the species Eggerthella lenta. This species has been described by Haiser et al., 2013 [31] as part of the human gut microbiome. The same study showed that the fastidious growth of Eggerthella lenta is promoted by growth factors supplied by the gut microbiota and its abundance increased in the presence of a complex microbial community. In our study the overall microbial complexity, calculated at the genus level, was quite similar in the caeca of chickens tested at 35 days in all groups, although the Simpson index calculated for the caeca of the birds treated with the probiotic was significantly higher than the control group, which translates to a less diverse microbial composition in the caeca of treated birds in comparison to the control. Although this trend was detected using the Simpson index only, our hypothesis to explain the decrease of Eggerthella lenta in the caeca of the treated animals is the overall decrease of the microbial biodiversity in those groups. A second hypothesis might be that the supplemented Lactobacillus acidophilus competes with Eggerthella lenta for arginine. Indeed, Trinchieri et al., 2011 [27] showed that some lactic acid bacteria are rich in arginine deiminase which catalyses the irreversible conversion of arginine to citrulline and ammonia. This conversion decreases the availability of arginine, which is an important energy source for Eggerthella lenta that possesses genes for arginine deiminase (arcA), ornithine carbamoyltransferase (argF or agI), and carbamate kinase (arcC) [32] .
In relation to the beta diversity, the genera identified in the caeca at day 1 (Fig 1A) clustered all together. This finding was expected because the intestinal microbiota richness, i.e., the number of different microbial taxa, increases over time [33] [34] [35] . More interestingly, the genera identified in the high dose groups at both 14 and 35 days clustered separately. This result demonstrates that beside the variations in the abundance of single taxonomic groups, the overall caeca population was affected by the administration of LA at the highest dose in terms of composition. However, this effect was not observed in the crops, where the genera clustered mainly according to the sampling time ( Fig 1B) .
The most abundant functional genes were different in between the crop and caeca. At 35 days, the Cell division protein FtsH (EC 3.4.24.-) and the Site-specific recombinase gene were significantly increased in the caeca of birds treated with the high dose of probiotic in comparison to the control group. The cell division protein FtsH is a peptidase essential in bacterial stress response, including Lactococcus lactis and Bacillus subtilis [36] . Therefore, its increase in the caeca of birds fed with the high dose of probiotic highlights an overall beneficial effect of the probiotic on the microorganisms colonizing the gut of treated animals. The increase in abundance of the site-specific recombinase gene is more difficult to explain, although it might be related to some form of stress response because the site-specific recombinase gene in prokaryotes is part of the inversional switching systems along with the invertible DNA segments and they mediate alternative expression of sets of genes [37] . Besides these potential positive effects of the high dose probiotic treatment on the caeca microbiome, there was a negative effect related to the decrease of the Copper-translocating P-type ATPase (EC 3.6.3.4) gene. This gene encodes for one of the proteins required for the transport and delivery of copper, an essential cellular component which is required for a broad range of enzymes involved in numerous metabolic pathways, including respiration and free radical scavenging [38] . Only trace amounts of copper are needed to sustain life and the decrease of the Copper-translocating P-type ATPase gene in the caeca of treated animals might result in an excess of copper in the cells which is extremely toxic for their viability.
Conclusions
The results of this study showed that Lactobacillus acidophilus D2/CSL (CECT 4529) supplementation in the drinking water at the concentrations of 0.2 and 0.02 g Lactobacillus acidophilus/day/bird improved beneficial microbes and functional genes in broiler crops and caeca although the main site of action of the probiotic is the crop. In the crop, the better effect on the beneficial microbes was obtained supplementing the probiotic in the drinking water at the lower dose. 
